The aim of this study was to evaluate the influence of different starch liberation and saccharification methods on microbiological contamination of distillery mashes. Moreover, the effect of hop α-acid preparation for protection against microbial infections was assessed. The quality of agricultural distillates was also evaluated. When applying the pressureless liberation of starch (PLS) and malt as a source of amylolytic enzymes, the lactic acid bacteria count in the mashes increased several times during fermentation. The mashes obtained using the pressure-thermal method and malt enzymes revealed a similar pattern. Samples prepared using cereal malt exhibited higher concentrations of lactic and acetic acids, as compared to mashes prepared using enzymes of microbial origin. The use of hop α-acids led to the reduction of bacterial contamination in all tested mashes. As a result, fermentation of both mashes prepared with microbial origin enzyme preparations and with barley malt resulted in satisfactory efficiency and distillates with low concentrations of aldehydes.
Introduction
Among the priority activities of the world economy, the major attention is paid to sustainable development, which takes into account the interactions between nature, economy, and society. The distilling industry is very conscious of environmental and social issues and has made significant contributions to energy and waste management improvement. One example that meets the requirements of sustainable development is promoting organic (bio) production, understood as a system of farm management and food production that combines the best environmental practices, protection of natural resources, application of high animal welfare standards, and the manufacturing methods complying with the requirements of consumers who prefer products made using natural substances and natural processes [1] .
Nowadays, the production of ethanol from starchy raw materials in agricultural distilleries is based on the use of amylolytic enzymes of microbial origin, i.e., α-amylase (EC 3.2.1.1) and amyloglucosidase (EC 3.2.1.3). However, the production of spirit beverages, such as Scotch, Irish, and American whisky, employs malt enzymes, including α-amylase, β-amylase (EC 3.2.1.2), limit dextrinase (dextrin α-1,6-glucanohydrolase, EC 3.2.1.41), proteases, glucanases, phosphatases, and lipases. Another example is the okovita, produced from grain distillate, which in accordance with the EU Regulation (European Commission, 2008 ) is defined as a spirit beverage produced exclusively by the distillation of a fermented mash of whole grain cereals and having the organoleptic characteristics of the raw materials used [2] .
In the production of most grain spirits, malt enzymes have been replaced with commercial preparations including enzymes of microbial origin, which offer many advantages, such as high levels of activity in a wide temperature and pH range as well as long storage [3, 4] . In turn, to maximize the activity of the native enzymes of plant origin (malt enzymes), it is necessary to strictly comply with appropriate temperature and pH conditions during starch hydrolysis, which are lower than those suitable for enzymes of microbial origin [5] , that is, 70-75 • C (α-amylase) and 55-65 • C (β-amylase). To preserve the activity of both amylolytic malt enzymes in the mashing process, lower temperatures (not exceeding 50-56 • C) are often used.
The advantage of the malt-based mashing process is the presence of numerous enzymes that hydrolyze cereal starch and non-starch components, thus providing nutrients to the yeast, as well as the occurrence of a wide range of aroma compounds [6] . One of the serious threats to the fermentation process is a low starch hydrolysis temperature, which may promote microbial contamination. In ethanol production, the most common microbial contaminants are lactic acid bacteria (LAB) [7] , especially Lactobacillus, Lactococcus, Leuconostoc, and Pediococcus strains [8] . LAB ferment carbohydrates, producing lactic and acetic acids. They also compete for nutrients [9] and are resistant to ethanol concentrations above 10% v/v, low pH (below 3.5), and high temperature, and thus hinder ethanol yield. The study of Muthaiyan et al. [10] shows that the gradual formation of acids during fermentation reduces the lifespan of yeast cells by up to 60%. It has also been shown that the synergistic action of acetic and lactic acids decreases the yeast growth rate, the glucose consumption rate, and ethanol yield [10] . Broda and Leja [11] estimated the microbiological contamination of different unmalted cereal grains (corn, rye, and triticale) to be 4-8 log cfu of LAB per g and approx. 4.5-7.5 log cfu of total viable bacteria per g. On the other hand, O'Sullivan et al. [12] investigated the malt microflora with a focus on LAB, determining the degree of microbial contamination of barley before and during the malting process (wetting and germination), as well as at the end of the process (after drying).
In agricultural distilleries, both pressure-thermal and pressureless (PLS) methods of starch liberation are used in ethanol production. In the pressure-thermal method, raw materials are sterilized by high temperature (150 • C) and pressure (0.5 MPa). In turn, the PLS method applies a temperature of 90 • C (approx. 60 min), 120 • C (approx. 20 min), or 140 • C (approx. 3-4 min). Sterilization is achieved above 120 • C, while a temperature of 90 • C inactivates most viable vegetative forms of microorganisms, except for spores, which are heat-resistant. Nevertheless, secondary microbial contamination is possible in subsequent stages of processing due to the presence of microorganisms in the water, air, and yeast. Distillery equipment can also be a source of microbes [13] .
One of the simplest and easiest methods to reduce growth of undesirable microflora, such as lactic bacteria, is lowering the pH of the fermented medium even to less than 4 value (e.g., with sulfuric acid). The optimal pH range for distillery yeast growth varied from 4 to 6. Narendranath and Power [14] found that lowering the pH of the mash to 4 reduces lactic acid production, without yeast growth inhibition. However, lactic acid bacteria, especially Lactobacilli, are usually more resistant to lower than optimal pH and able to grow in the medium with pH even close to 4.0.
The maintenance of microbiological purity could also be aided by the use of natural compounds of plant origin, limiting the development of undesirable microflora, particularly bacteria. Hop compounds exhibit antimicrobial activity, especially effective against bacterial contamination. Hop α-acids inhibit the growth of Gram-positive bacteria, LAB included, by changing the permeability of bacteria cell membranes [15] . The undissociated forms of hop α-acids diffuse through the membrane into the cell and decrease the intracellular pH of the bacteria, which in turn disrupts their nutrient uptake ability and stimulates the extracellular release of toxic metabolites [16] . Furthermore, Rückle and Senn [17] confirmed that hop α-acids do not inhibit the activity of yeast during fermentation process. The combined effect of low pH of mashes and α-hop acids seems to be a good idea to keep mashes safe from bacterial contamination during ethanol fermentation.
Taking into consideration the above assumptions, the aim of our study was to compare and assess the fermentation efficiency and microbial contamination of distillery mashes prepared with amylolytic enzymes of plant origin with those prepared with enzymes of microbial origin, via different methods of starch liberation and saccharification, as well as to evaluate the obtained agricultural distillates.
Results and Discussion

Chemical Composition of Raw Materials
Unmalted barley grain of the Karakan variety was used as raw material. As a source of amylolytic enzymes for starch hydrolysis, barley Munich malt type 2 was used. The starchy raw materials were analyzed for the content of moisture, reducing and total sugars, starch, and protein, with the results presented in Table 1 . Malted grain was found to have a lower moisture content (p < 0.05) than unmalted barley. The final stage of malt production involves drying. Wet malt is kilned to a final moisture content below 10% [18, 19] . The malt used in the study showed a low moisture content (43.40 ± 1.42 g/kg), typical for Munich malt [20] . The moisture of unmalted barley of the Karakan variety was consistent with data published in the literature [21] . The content of sugars (reducing, total, and starch) was also measured. The malted grain contained a significantly higher amount of reducing sugars in comparison with the unmalted grain (p < 0.05). The percentage of reducing sugars in total sugars in barley grain of the Karakan variety and in barley malt were 10% and 25%, respectively.
Chemical and Microbiological Characteristic of Mashes
The distillery mashes were processed using two methods of starch liberation: pressure-thermal and pressureless. In both methods, the mashing process was carried out using both enzymatic preparations of microbial and plant origin. In order to examine the influence of starch liberation and saccharification methods on the microbial purity of sweet mashes and to assess the effect of hop α-acids on microbial contamination, mashes were prepared in two variants: with and without hop α-acid IsoStab ® preparation.
Both sweet and fermented mashes were analyzed for pH and the content of extract, sugars (glucose, maltose, maltotriose, dextrins, and total sugars), and acids (lactic and acetic). In addition, ethanol concentration was determined in fermented mashes. The results are given in Tables 2 and 3 . Different lower case letters in columns designate statistically significant differences (p < 0.05) between fermentation trials (Tukey's test, at a significance level of 0.05). * + (with addition of hop α-acids); − (without addition of hop α-acids).
In sweet mashes (fermentation time 0 h), the concentration of glucose was higher (p < 0.05) in samples prepared by the pressure-thermal method as compared to the PLS method, using enzymes of both microbial and malt origin. Steaming led to profound changes in starch, involving gelatinization and then solubilization, making the subsequent hydrolysis of starch much more efficient [22, 23] . Glucose concentration in sweet mashes after steaming was approx. 2.5-fold and 4.5-fold higher for enzymes of microbial origin and malt enzymes, respectively (p < 0.05), in comparison with mashes prepared by the PLS method ( Table 2 ). Glucose concentration in sweet mashes was also affected by the enzymes used. Mashing grain with enzymes of microbial origin resulted in a more than 3-fold increase in glucose concentration in the sweet mash (p < 0.05) as compared to malt enzymes. This difference is attributable to the higher activity of enzymes of microbial origin. Moreover, malt β-amylase hydrolyzes starch, dextrin, and oligosaccharides to maltose, while amyloglucosidase of microbial origin hydrolyzes the above-mentioned products of α-amylase activity into glucose molecules [4] . Therefore, the concentration of maltose in sweet mashes was 2-fold and 4.5-fold higher (p < 0.05) in samples using malt enzymes prepared by the PLS and pressure-thermal methods, respectively. High concentrations of dextrins (p < 0.05) were also observed in sweet mashes prepared with malt enzymes, which indicate the low initial saccharification. These mashes were also characterized with high concentrations of dextrins (p < 0.05) as a consequence of carrying out the process without the separate saccharification step.
Despite statistically significant differences in concentrations of sugars determined upon completion of fermentation, it can be observed that both mashes prepared with commercial enzyme preparations and with barley malt as a source of amylases have been fermented properly. The lowest amounts of unutilized glucose, maltose, maltotriose, and dextrins were determined in mashes supplemented with hop α-acid preparation (Table 3) .
Sweet mashes and mashes during fermentation were examined microbiologically. The results obtained for samples collected once every 24 h are shown in Table 4 . Moreover, before and after fermentation, lactic and acetic acid content was determined in the mashes (Tables 2 and 3 ). The main sources of the microbial contaminations of distillery mashes are raw materials, water, and air. Additionally, the yeast and distillery equipment are an important factors in maintaining the proper purity of the process. Good practice is to use yeast disinfection (by sulfuric acid solution, pH 2-2.5) to eliminate undesirable bacterial cells, before mashes inoculation with yeast [24] .
It was found that the use of malt in the mashing process greatly increased (p < 0.05) LAB and TMB counts. The LAB count was twice as high (p < 0.05) as that in the sample treated with enzyme preparations. O'Sullivan et al. [12] investigated that LAB count in kilned barley malt was 3.5 × 10 7 cfu/g, while unmalted barley contained only 40-50 cfu/g of LAB.
The LAB and TMB counts in the mashes prepared using the PLS method with malt increased several times (p < 0.05) after the first day of fermentation, from 2.00 ± 0.10 to 8.12 ± 0.46 log cfu/mL and from 2.72 ± 0.15 to 7.47 ± 0.32 log cfu/mL (p < 0.05), respectively, and afterwards remained at the same level until the end of fermentation (p > 0.05). The mashes obtained using the pressure-thermal method and malt enzymes exhibited a similar pattern, with the LAB and TMB counts doubling (p < 0.05) after 24 h, and reaching 7.18 ± 0.71 and 7.87 ± 0.69 log cfu/mL at the end of the process, respectively. Broda and Leja [11] determined the LAB and TMB counts in distillery mashes. Before fermentation microbial contamination of different sweet mashes was 2-6 log cfu/mL (LAB) and 3-6 log cfu/mL (TMB), and after 72 h of fermentation increased to 5-8 log cfu/mL and 6.5-8 log cfu/mL for LAB and TMB, respectively. The growth of LAB and the fermentation of sugars result in the secretion of lactic and acetic acids into the medium, among others. HPLC analysis of fermented mashes showed a significantly higher (p < 0.05) concentration of lactic acid in samples prepared with malt (7.10 ± 0.21 g/L for the PLS method and 9.58 ± 0.25 g/L for the pressure-thermal method) in comparison with mashes prepared by starch hydrolysis with enzymes of microbial origin (Table 3) . This was also true for acetic acid concentration, which was almost 3-fold and 9-fold higher in malt-based fermented mashes (0.62 ± 0.25 g/L for the PLS method and 1.72 ± 0.05 g/L for the pressure-thermal method, respectively) (p < 0.05).
The synergistic activity of acetic and lactic acids has been shown to decrease the yeast growth rate, the glucose consumption rate, and ethanol yield [25, 26] . Indeed, significantly (p < 0.05) lower ethanol content and fermentation efficiency were observed in trials exhibiting more severe bacterial contamination (Tables 2-5 ).
In comparison with trials involving enzymes of microbial origin, fermentation efficiency was lower for the PLS and pressure-thermal methods respectively (p < 0.05). Sugar intake was higher for all fermentation trials and reached 91.58 ± 3.29% to 95.53 ± 3.21% (p < 0.05) due to sugar utilization by both yeast and bacteria (Table 5) . Moreover, fermentation of mashes obtained by the PLS method with malt was accompanied by decreased yeast counts. Yeast count declined from 8.41 ± 0.40 log (cfu/mL) at 24 h to 4.18 ± 0.35 log (cfu/mL) at 48 h of fermentation with further reduction to 2.54 ± 0.25 log (cfu/mL) after 72 h (p < 0.05). As regards mashes prepared by pressure-thermal treatment, a significant (p < 0.05) decrease in the yeast count was only observed between the second and third days of fermentation (from 7.46 ± 0.52 to 6.15 ± 0.47 log cfu/mL). The most common antibacterial method used in distilleries is acid treatment with sulfuric acid. The sulfuric acid is used to reduce pH of sweet mashes as well as to yeast washing before mashes inoculation. During ethanol fermentation, the pH of mashes drops as a consequence of the removal of buffering compounds and release of organic acids. The major microbial contaminations of distillery mashes are bacteria, mainly lactic acid bacteria. The lactic acid bacteria grow in a wide pH range. Their optimum pH for growth depended on the strain and ranged from 5.5 to 6.9. However, lactic acid bacteria can also grow in the medium with a pH lower than optimum. This is due to a very well-functioning mechanism of pH gradient regulating [27, 28] .
The results of our study confirmed that lactic acid bacteria growth was observed in mashes with the initial pH of 4.8, which dropped to 3.3-3.7 during ethanol fermentation (Table 3) . Therefore, it seems necessary to use additional methods limiting the development of bacteria in the distillery mashes. The plant-based compounds are alternative antibacterial agents for antibiotics. This group is represented, for example, by hop acids, essential oils, lemon extract, phenolic compounds of green tea, etc. [10] . Hop compounds such as hop acids are recognized as safe for human [29] .
The use of hop α-acids was very effective in reducing bacterial contamination in mashes obtained by both the PLS and pressure-thermal methods with malt. In the case of PLS, the bacteria count in the mash fermented with hop α-acids was reduced more than 2-fold (from 7.08 ± 0.63 to 3.34 ± 0.33 log cfu/mL, p < 0.05) as compared to controls (without hop α-acids), while in mashes obtained with the second method the presence of hop α-acids resulted in a decrease in the LAB count to less than 1 log cfu/mL in comparison with the control sample (7.18 ± 0.71 log cfu/mL) (p < 0.05). Reduced bacterial contamination was also observed in mashes prepared using the commercial enzyme preparations. After 72 h, the bacteria count dropped to below 1 log cfu/mL, while bacterial contamination of the control (mash without hop α-acids) reached 3.04 ± 0.30 log cfu/mL (p < 0.05) ( Table 4) .
Rückle and Senn [17] examined the inhibitory potential of hop α-acids to control Lactobacillus brevis and Lactobacillus fermentum strains during ethanol fermentation of wheat mashes inoculated with 10 7 cfu/mL of the above-mentioned bacteria strains. The authors observed a reduction in bacteria counts to less than 10 4 cfu/mL, as well as a more than 90% decline in the concentration of lactic and acetic acids in mashes containing hop α-acids (IsoStab TM , Nürnberg, Germany) as compared to controls (without hop α-acids). They noticed that a reduction in bacteria counts to less than 10 6 cfu/mL efficiently inhibited bacteria metabolism with increasing ethanol yield.
Considering the microbial contamination of starchy raw materials, which are the main cause of distillery mashes infections, the pressure-thermal method, with the use of microbiological origin enzyme preparations, leads to the most favorable results in their elimination. Nevertheless, there is currently a trend to use energy-saving methods and produce bio-organic products. Therefore, changes in technology as well as in materials used in distilleries are being made. The implementation of environmental solutions in distillery technology greatly facilitates the processing of starch raw materials, but the shortcoming is the presence of bacteria that can effectively distort fermentation and reduce the quality of the obtained spirits. The combined use of PLS technology, the enzymes of plant origin, and α-hop acids are in line with the current trend of using natural materials in spirit beverage production.
The Discriminant Function Analysis of Microbial Analysis Results
For evaluation of the results of microbial analysis (Table 4) , the discriminatory power of the model was calculated, based on the discriminant function analysis. The assessment of discriminating power was estimated on the basis of Wilks' Lambda coefficient. In the discriminative function, the method of starch liberation, the source of amylolytic enzymes and the time of fermentation, as well as interactions between them were used as the variables. The validity of the model indicated groups that can be differentiated on the basis of the above three dependent variables (Table 6 ). The smaller values of the partial Wilks' Lambda coefficient indicated a stronger contribution of a given variable(s); thus, the variable or the interaction between the variables showed a stronger variation of yeast, lactic acid bacteria, and total bacteria counts. The results of cross-comparison of the source of amylolytic enzymes and the time of fermentation indicated the strongest differentiation of the total mesophilic bacteria, yeast, and lactic acid bacteria counts for which the partial Wilks' Lambda assumes the smallest value of 0.238, 0.365, and 0.505, respectively. The weakest differentiation occurs only when we compare (without interaction) the method of starch liberation and the time of fermentation, where for yeast count (Wilks' part. = 0.990) and lactic acid bacteria count (Wilks' part. = 0.988) no significant differences were observed, respectively. Interactions between method of starch liberation, source of amylolytic enzymes and time of fermentation, resulted in the greatest differences in all counted microorganisms, i.e., TMB (Wilks' part. = 0.004), LAB (Wilks' part. = 0.004), and Y (Wilks' part. = 0.074).
Chemical Composition of the Obtained Distillates
Following ethanol fermentation, distillery mashes contain, along with ethanol, a wide variety of volatile compounds synthesized by the yeast. The presence of other microorganisms (bacteria, wild yeast, or molds) can significantly affect the profile of volatile compounds. Cereals (both unmalted and malted) can also be a source of volatile compounds [6, 30] . Analysis of the volatile profile of barley malt has revealed the presence of alcohols, aldehydes, ketones, esters, sulfur compounds, and others [6] . Some of these compounds may be considered as active sensory descriptors of the raw material in the resulting spirit (vodka), while others may be the intermediate products of the reactions occurring during yeast ethanol fermentation, imparting new sensory properties (sensory descriptors of fermentation). During the distillation process, most of them migrate to the produced spirits along with ethanol [31] .
Upon completion of the fermentation and ethanol distillation, the obtained distillates were analyzed by gas chromatography, with the results given in Table 7 . The evaluation of chemical composition involved carbonyl compounds, acetals, esters, alcohols, and acetic acid.
The obtained results were evaluated using variance analysis (ANOVA, p < 0.05) followed by Tukey's multiple comparison test (Table 7 ). Significant differences in the concentration of volatile compounds were found between the various methods of starch liberation and hydrolysis (saccharification) (p < 0.05). Higher microbial contamination and metabolite concentration adversely affect yeast viability and fermentation activity. High levels of yeast viability and activity enable the reduction of aldehydes to corresponding alcohols, and in particular acetaldehyde to ethanol, while stress factors can significantly inhibit the activity of alcohol dehydrogenase [32] . Aldehyde presence may also be attributed to the oxidation reaction of alcohols [33] . In the obtained distillates, acetaldehyde levels were higher in the control samples of mashes (without hop α-acids) prepared using both the PLS and the pressure-thermal methods (p < 0.05). The addition of anti-bacterial hop α-acids to fermentation samples (PLS method) decreased acetaldehyde concentration in the distillates by 63% in the case of mash produced with malt and by 18% in the case of mash produced with commercial enzyme preparations (p < 0.05). A similar pattern was observed for the pressure-thermal method, in which acetaldehyde reduction amounted to over 40% (p < 0.05). The concentrations of other carbonyl compounds, such as isobutyraldehyde, isovaleraldehyde, 2-methylbutyraldehyde, phenylacetaldehyde, furfural, and 2,3-butanedione were determined and found to decrease in the samples with microbial protection (p < 0.05). The presence of isovaleraldehyde and phenylacetaldehyde was only found in the distillates obtained from mashes prepared with malt. Indeed, these two aldehydes are compounds of malt origin. They are formed during malt production as a result of Maillard's reaction [34] . De Clippeleer et al. [35] reported them in malt and beer samples.
Some bacteria, among others of genera Lactobacillus and Leuconostoc, are able to form volatile compounds such esters, alcohols, and carbonyl compounds [36] . In the distillates obtained from mashes prepared with using malt as a source of enzymes, ethyl lactate (i.e., ethyl 2-hydroxypropanoate) was presented in higher concentration, but only in trials without microbial protection (p < 0.05). Respectively, the presence of a large number of lactic acid bacteria was found in these samples of mashes (Table 4) . High level of ethyl lactate, with increasing levels of microbial contamination was also observed in other studies [37] . Other common compounds in alcoholic beverages include acetals, which are rapidly formed in distillates. The most prominent of the latter group is acetaldehyde diethyl acetal (1,1-diethoxyethane), of which the highest levels among whiskies were found in malt whisky. In addition to acetaldehyde diethyl acetal, a number of acetals of higher aldehydes have been determined in spirit beverages [33] . Among determined acetals, in highest concentrations in all tested distillates occurred acetaldehyde diethyl acetal. Moreover, it was observed that distillates obtained from mashes supplemented with hop α-acid preparation contained statistically significantly lower amount of this compound than spirits from analogous mashes without microbial protection (p < 0.05). No clear effect of the method of sweet mashes preparation on this acetal concentration was observed. Some of the tested distillates also exhibited small amounts of other acetals, such as isobutyraldehyde diethyl acetal and isovaleraldehyde diethyl acetal (no correlation between the method of mash preparation and origin of applied amylolytic enzymes was observed, p > 0.05).
Esters are the most odor-active compounds found in fermented media, the most common are those derived from ethyl alcohol and higher alcohols. Their presence is mainly linked to yeast metabolism during ethanol fermentation, so their concentration in distillates was not significantly affected by the microbiological contamination of mashes. However, in the distillates obtained from mashes prepared with malt, the levels of ethyl acetate, ethyl decanoate, and 2-phenylethyl isobutyrate were significantly higher (p < 0.05) as compared to samples obtained from mashes prepared with commercial enzymes of microbial origin.
The main group of volatile compounds consists of higher alcohols, which may be produced via amino acid catabolism or carbohydrate metabolism [32] . This group is represented by 2-methylbutanol, 3-methylbutanol, 2-methylpropanol, 1-propanol, 1-butanol, and 2-phenylethanol. Higher alcohols play an important role in the formation of flavor qualities in spirits, including whisky and others. Malt Scotch whiskies are rich in higher alcohols, whose content often exceeds 2 g/L [38] . According to the recommendations of the Polish Standard [39] , the maximum concentration of those compounds in agricultural distillates used for Starka production is 5 g/L absolute alcohol. The highest concentrations of 2-and 3-methylbutanol, 2-methylpropanol, and 2-phenylethanol were reported in distillates obtained from mashes treated with enzymes of microbial origin (p < 0.05). Moreover, all tested distillates contained higher alcohols in relatively high concentrations in comparison with spirits obtained in our previous work [40] , distilled in an alembic with a column (on a semi-technical scale) and in an industrial 2-column continuous apparatus. Taking into account, that in this work ethanol was distilled from the mashes using a laboratory distillation unit and then distillates (containing from 20 to 23% of ethanol by volume) were refined up to approx. 43 ± 1% in a distillation apparatus equipped with a bi-rectifier unit (dephlegmator according to Golodetz), this may explain the significant differences in concentrations of higher alcohols in the obtained distillates comparing to the ones tested previously [40] . These results indicate that, although the content of higher alcohols is strongly associated with the kind of raw material and yeast used for fermentation [41] , the type of apparatus used for distillation and the process parameters can modify their content.
One of the undesirable compounds in spirit distillates is methanol, which is generated through hydrolysis of methylated pectins present in plants and fruits. While methanol does not directly affect the flavor of the distillate, it is subjected to restrictive controls owing to its high toxicity [42] . EU Regulation no. 110/2008 [2] defines acceptable concentrations of methanol in ethyl alcohol of agricultural origin (i.e., rectified spirit), wine spirits, and fruit spirits, but does not set any limits on the content of this compound in distillates of agricultural origin (i.e., raw spirits). Methanol concentrations in the tested distillates (raw spirits) was higher in samples obtained from mashes with pressure-thermal treatment of cereal grains than with the PLS method. The supplementation of mashes with hop α-acid preparation did not cause the changes in the concentration of methyl alcohol in the distillates (Table 7) .
Principal Component Analysis of Volatile Compounds
The principal component analysis (PCA) analysis of distillates obtained using different methods of starch liberation and saccharification was carried out using concentrations of volatile compounds as variables. To estimate the number of PCA factors, which significantly affect the total variance, a double criterion was used: the own value chart and own values >1. Using the above criteria, the four PCA factors were identified. To isolate PCA1, PCA2, PCA3, and PCA4, the method of normalized varimax rotation was used (Table 8) . The PCA1 accounted for 53.99% of total variance, while the others accounted for 19.56% (PCA2), 12.57% (PCA3), and 9.40% (PCA4). Four principal component factors explained together 95.53% of total variance, which proves that this is a very strong model. In the next step, the value of the charge factors for the four factors was calculated ( Table 9 ). The selection of parameters for the PCA dimension was determined according to charge factors >0.6. Due to the character of quantitative PCA parameters and their positive and negative correlations, the Cronbach's Alpha coefficients were not counted. The data presented in Table 10 summarize the descriptive statistics for all factors of the PCA. Quantitatively, the largest group of volatile compounds determined in the obtained distillates is alcohols. Its concentration was in a broad range. Moreover, in the case of 1-propanol, the standard deviation value was even higher than the mean value. The second abundant group of volatile compounds is esters, where the largest differences in the concentrations were related to ethyl 2-hydroxypropanoate. Similar results have been obtained for some aldehydes (isovaleraldehyde, phenylacetaldehyde, 2-methylbutyraldehyde and furfural), acetals (isovaleraldehyde diethyl acetal and isobutyraldehyde diethyl acetal), and 2,3-butanedione. In the last part of the analysis, observations were classified based on their correlation to the each PCA factor (Table 11 ). The PCA4 factor (0.247) is mostly associated to the method of thermal-pressure starch liberation coupled with using of malt enzymes using during starch hydrolysis (thermal pressure method, Munich Malt type II, with addition of α-hop acids). However, due to the fact that it is more closely related to PCA1 (0.557), it has the strongest relationship with this first component. Values in bold correspond for each observation to the factor for which the squared cosine is the largest.
Materials and Methods
Materials
The following materials were used in the study: 
Analytical Methods
Starchy raw materials-both malted and unmalted barley grains were analyzed for starch, reducing sugars, total nitrogen, and moisture content. Starch content was measured using the Ewers polarimetric method [43] . The concentration of reducing sugars was determined using the DNS reagent [44] . Grain humidity was measured in a WPS-305 Radwag weighing dryer (105 • C). Total nitrogen was determined by the Kjeldahl method, calculated as protein (N × 5.7) and expressed as percentage of dry weight [45] .
Sweet and fermented mashes-the concentration of sugars, ethanol, and soluble solids (expressed as total extract), as well as pH, was determined in mashes before (0 h) and after fermentation (72 h).
Sugar (glucose, maltose, and maltotriose) and ethanol content was determined by HPLC using an Infinity 1260 liquid chromatograph (Agilent Technologies, Santa Clara, CA, USA) with a refractometer detector (RID). The compounds were separated on a Hi-Plex H column (7.7 × 300 mm, 8 µm, Agilent Technologies, USA) at 60 • C using sulfuric acid (H 2 SO 4 , 0.005 M) as a mobile phase with a flow rate of 0.7 mL/min and at an injection volume of 20 µL. The concentration of each compound was determined by measuring the area of the peak in relation to the peak area of the standard solutions (using the external standard method).
The concentration of total sugars (reducing sugars and dextrins after acid hydrolysis) was determined using the DNS reagent and expressed in g glucose/L mash [44] . To determine the degree of starch hydrolysis, dextrin content was calculated as the difference between total sugars and reducing sugars, using a conversion coefficient of 0.9, finally expressed in g/L mash.
The concentration of soluble solids (mostly sugars) in sweet mashes was measured with a hydrometer (results were expressed in g/kg) [24] . Upon completion of the fermentation process, the concentration of soluble solids was determined in mashes after ethanol distillation in a Super Dee digital distilling unit (Gibertini, Novate Milanese, Italy).
Microbial analysis of mashes-sweet mashes (0 h), mashes during fermentation (after 24 and 48 h), as well as fermented mashes (after 72 h) were analyzed for yeast [46] (DRBC medium, BTL Ltd., Lodz, Poland; growth conditions: 25 • C, 5 days), LAB (MRS medium, BTL Ltd., Poland; anaerobic growth conditions: 30 • C, 72 h), and total mesophilic bacteria (TMB) [47] (PCA medium, with nystatin, BTL Ltd., Poland; growth conditions: 30 • C, 72 h). Samples of mashes were prepared for microbial analysis according to ISO 6887 [48] . The limit of detection of the above enumeration techniques was 10 cfu/mL. The results were expressed as log cfu/mL.
Analysis of distillates-distillates were quantitatively analyzed for volatile compounds by means of gas chromatography using a GC apparatus (Agilent 7890A, Agilent Technologies, Santa Clara, CA, USA) coupled with a mass spectrometer (Agilent MSD 5975C, Agilent Technologies, Santa Clara, CA, USA). A capillary column was used to separate compounds (Agilent VF-WAX MS; 60 m × 0.50 µm × 0.32 mm). The GC oven temperature was programmed from 40 (6 min) to 80 • C at a rate of 2 • C/min, and then increased to 220 • C at a rate of 10 • C/min and maintained for 5 min. The flow rate of the carrier gas (helium) through the column was 2.0 mL/min. The temperature of the injector (split/splitless) was 250 • C. Direct injections of the tested distillates (1 µL) were made in the split mode (1:40) . The temperature of the MS ion source, transfer line, and quadrupole was 230 • C, 250 • C, and 150 • C, respectively. The ionization energy was 70 eV.
Identification of the volatile components was based on the comparison of their mass spectra with the mass spectra in the NIST/EPA/NIH Mass Spectra Library (2012; Version 2.0g.). Moreover, retention indices (RIs) were compared with reference compounds and literature data [49, 50] . RIs were calculated according to the formula proposed by van den Dool and Kratz [51] relative to a homologous series of n-alkanes from pentane to octadecane. Quantification of the volatile compounds was done using calibration curves in the selected ion monitoring mode (SIM). Six calibration solutions containing different concentrations of each standard compound were prepared with 4-heptanone, which was added at a concentration of 45 mg/L of absolute alcohol to the analyzed samples as an internal standard to monitor instrument response and retention time stability. Quantitative analysis was performed using Agilent MassHunter software (Agilent Technologies, Santa Clara, CA, USA). The results were expressed in mg/L of absolute alcohol.
Preparation of Sweet Mashes
Sweet mashes were prepared both by pressureless starch liberation (PLS) and by the pressurethermal method.
PLS method-mashes were prepared in a cylindrical steel vessel with a depth of 300 mm and an internal diameter of 330 mm (working volume-19 L), equipped with a heating/cooling coil and a thermometer, pursuant to the following procedures:
− mashing with malt enzymes-0.6 kg of barley grain and 0.6 kg of Munich malt type 2 grain was ground and mixed (1:1) with water (3.5 L per 1 kg). The mixture was continuously stirred by an overhead stirrer (CAT, R50) and heated to 53-56 • C. The mash was kept at this temperature for 60 min to conduct starch liquefaction and saccharification (pH was kept at 5.3), and then cooled down to 30 • C.
− mashing with enzyme preparations-1.2 kg of barley grain was ground and mixed with water (3.5 L per 1 kg) previously heated to 50 • C. The mixture was continuously stirred by an overhead stirrer and heated to 90 • C, and then treated with the liquefying Termamyl S.C. preparation. The mixture was kept for 60 min at this temperature (pH was kept at 5.5), then cooled to 65 • C and treated with the saccharifying SAN Extra preparation. Directly after the addition of SAN Extra, the mash was cooled down to 30 • C.
Pressure-thermal method-5 kg of barley grain was placed in a tapered cylindrical steamer (cylindrical part dimensions: 210 mm depth and 304 mm internal diameter; tapered part dimensions: 640 mm depth with inclination angle of walls 12 • ; total volume-40 L; working volume-30 L) previously filled with 17.5 L of water heated to the boiling point, and the steamer was then closed. The raw material was steamed at 150 • C and a pressure of 0.4 MPa for 35 min, with periodical circulation of the content. Upon completion of this step, the content of the steamer was transferred to a cylindrical steel-mashing vessel with a depth of 340 mm and an internal diameter of 300 mm (working volume-19 L), equipped with a heating/cooling coil and a thermometer, and the mashing process was carried out pursuant to the following procedures:
− The steamed mass was continuously stirred by an overhead stirrer and cooled down to 53-56 • C.
At the same time, barley Munich malt type 2 was ground and mixed with warm water (heated to 53-56 • C), and the obtained mixture was added to the mashing vessel in a ratio of 1:1 (1 part unmalted grain to 1 part malted grain, w/w). The mixture was kept at 53-56 • C for 60 min to conduct starch liquefaction and saccharification (pH was kept at 5.3), and then cooled to 30 • C. − The steamed mass was continuously stirred by an overhead stirrer and cooled to 90 • C, then treated with the liquefying Termamyl S.C. preparation. The mixture was kept for 60 min at this temperature (pH was kept at 5.5), then cooled down to 65 • C and treated with the saccharifying SAN Extra preparation. Immediately after the addition of SAN Extra, the mash was cooled down to 30 • C.
Fermentation Process
Fermentation was carried out using dry distillery yeast Ethanol Red (Saccharomyces cerevisiae). Prior to fermentation (i.e., before mashes inoculation), a yeast slurry was prepared according to the procedure described earlier [24] to eliminate undesirable bacterial cells.
The yeast slurry was added to the sweet mash in the amount of 0.5 g of dry yeast per 1 L of mash. The inoculated mashes were also supplemented with diammonium phosphate (0.2 g/L) and finally mixed. The IsoStab ® hop α-acid preparation (BetaTec GmbH, Nürnberg, Germany) was added as an inhibitor of microbial infections in selected trials in the amount of 80 mg/L. All fermentation trials were conducted for 3 days, at 35-38 • C; initial pH of mashes was 4.8.
Distillation
Upon completion of the fermentation, ethyl alcohol was distilled from the mashes [24] .
Calculations
Fermentation efficiency and total sugar intake were calculated to evaluate the fermentation process [24] .
Statistical Analysis
All experiments were performed in triplicate. Statistical analysis was performed using STATISTICA 10.0 software (StatSoft, Tulsa, OK, USA). The obtained results were evaluated using one-way or two-way analysis of variance (ANOVA, at the 0.05 significance level) to indicate differences. If statistical differences were detected (p < 0.05), means were compared by Tukey's test (at the 0.05 significance level).
PCA was used to determine the best differentiation of volatile compounds in the distillates obtained using different methods of starch liberation and saccharification. Moreover, for evaluation of the results of microbial analysis, the discriminant function analysis was used.
Conclusions
Spirit beverages, such as vodka, whisky, korn, and others, produced from fermented grain mashes are known and appreciated around the world for their organoleptic characteristics. The rising requirements of foods and alcoholic beverages, especially organic products, are the main factors indicating the need to apply technological innovations with a simultaneous monitoring of industrial processes. In the distilling industry, this implies an evaluation of the efficiency of the alcoholic fermentation process and the quality (i.e., appropriate chemical composition and desirable taste and aroma) of the final product (agricultural distillate).
The use of the PLS method in conjunction with malt as a source of amylolytic enzymes is an interesting option, especially in the context of the production of organic spirits. The idea of organic spirits (including vodka) involves a reduction in emissions of harmful pollutants to the environment thanks to novel technological solutions and the use of organic raw materials (cereals, yeast, and enzymes). Nevertheless, special attention should be paid to microbiological purity during production.
The results of our research has shown that the use of malt in the mashing of cereal raw materials, pretreated both by the pressure-thermal and pressureless methods, causes significant contamination of the resulting sweet mashes with lactic acid bacteria. Without the use of antimicrobial protection, bacteria counts are likely to increase, reducing ethanol yield as a result of metabolite (lactic and acetic acids) production and competition for nutrients.
Plant-derived compounds known for their antimicrobial properties against Gram-positive bacteria, such as hop α-acids, can alleviate the presence of LAB, which are the most widespread distillery contaminants. In our study, the antibacterial properties of hop α-acids were shown to reduce LAB content in mashes obtained by the PLS method with malt to less than 4 log cfu/mL and increase ethanol yield by 17% to 78.88 ± 2.69% of the theoretical value, in comparison with the control sample.
The obtained results indicate differences in the concentrations of the volatile compounds in cereal distillates that were mainly affected by a source of amylolytic enzymes applied for starch saccharification during the production of distillery mashes. Distillery mashes prepared from barley mixed with malt resulted in distillates richer in aroma compounds such as esters of fatty acids (ethyl octanoate, ethyl decanoate, and ethyl hexadecanoate) and aldehydes (phenylacetaldehyde). Additionally, bacterial microflora resulted in the formation of aroma-active compound such as ethyl 2-hydroxypropanoate.
